ABSTRACT
INTRODUCTION
Arboviruses represent a serious public health problem. They are frequently associated with epidemics that have great economic and social impact in tropical and subtropical regions of the world. Dengue virus (DENV) causes a highly infectious illness and is transmitted to humans by mosquitos of the Aedes family causing high rates of morbidity and mortality (Rice 1996 , Monath 1990 , Gubler 1987 . DENV belongs to the genus Flavivirus and the Flaviviridae family. It is an enveloped virus and contains a singlestranded positive sense RNA of about 11kb and is classified in four serotypes designated as DENV-1, DENV-2, DENV-3 and DENV-4, based on its antigenic characteristics (Rice 1996 , Chambers et al. 1990 ). The genome of DENV contains 10 genes in an open reading frame (ORF), the translation of the ORF results in a polyprotein which is processed by a signal-peptidase of the host cell into 3 structural proteins (C, E and pr M) and 7 nonstructural proteins (NS1, NS2a, NS2b, NS3, NS4a, NS4b, NS5) (Rice et al. 1985) . Infection by any of the above serotypes causes clinical manifestations that vary and are both nonspecific and benign, until more serious stages which sometimes have fatal consequences in the form of dengue hemorrhagic fever (DHF) or dengue shock syndrome (DSS) (Tauil 2001 In order to establish an epidemiological surveillance of DENV, as well as the immunological techniques (MAC-ELISA, HI, fixation of complement, etc.) used in the detection of anti-dengue antibodies, separation is necessary through viral serotyping, and that is accomplished using molecular techniques with specific primers already described (King et al. 1991 , Guzman et al. 1996 . This study had as its objective the isolation, 
Virus isolation.
For virus isolation, C6/36 cells of Aedes albopictus were used (Figueiredo 1990 ).
Cells were cultivated in Leibovitz L-15 medium (Gibco BRL, USA) containing 10% of bovine fetal serum (Gibco BRL, USA) and 50 µg/ml of gentamicine (Gibco BRL, USA) on 24-well plates (Corning, USA) incubated at 28ºC in a BOD incubator until cellular monolayers were formed. The samples of serum were diluted 1:10 and inoculated onto the monolayer of C6/36 cells and incubated for 7 days (Tesh 1979) . The confirmation of viral infection was made by RT-PCR.
Extraction of RNA.
On the seventh day after inoculation, all C6/36 cell samples were submitted to extraction of viral RNA, by the method of Trizol® -LS (Invitrogen, USA) adapted from the original method described by Chomcynski et al. (1987) .
cDNA.
To obtain cDNA, we incubated 5µl of RNA extracted with 3µg of random primer pd (N) 6 (Gibco® BRL, USA), 1µl of dNTP 10mM (Gibco® BRL, USA), 4µl of buffer, 10U/µl inhibitor of RNAse and 200U/µl SuperScript™ (Gibco® BRL, USA) at 42°C for 1 hour.
PCR and Hemi-nested-PCR.
The universal primers for flavivirus, FG1 and FG2, that amplify a fragment of 958 bp of the gene NS5 which identifies the dengue virus, were used for RT-PCR (Bronzoni et al. 2005) . The sequences of primers are shown in Table 1 . The products of PCR were submitted to an electrophoresis field in 2% agarose gel (GIBCO® BRL, USA), with the addition of ethylene bromide. Results were observed through an ultraviolet light transilluminator and the size of amplicons was determined through comparison of the migration line with a marker molecular weight of 100bp (Invitrogen, USA). Afterwards, hemi-nested-PCR for molecular characterization of the four serotypes of dengue virus was carried out. The primers were FG1 with nden1-(DENV 1) generating fragment 472bp; nden2-(DENV 2) generating fragment 316bp; nden3-(DENV 3) generating fragment of 659bp and nden4-(DENV 4) generating fragment of 222bp (Bronzoni et al. 2005 ). The
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6 amplicons produced by this test were submitted to an eletrophoretic field in 2.5% agarose gel. Sequences of the primers used for hemi-nested-PCR are shown in Table 1 (GIBCO® BRL, USA) to observe results comparing with marker bands of a molecular weight of 100 bp (Invitrogen, USA). Table 1 . Sequence of primers to identify and characterize DENV.
Purification.
After the confirmation of viral RNA amplification, the amplicons were sectioned from the agarose gel and purified by QIAquick ® Gel Extraction kit (QIAGEN-USA) in conformity with the manufacturer's instructions.
Sequencing of DENV.
Hemi-nested-PCR amplicons that were obtained and characterized as isolated (Amersham-Pharmacy-Biotech, USA) using the kit Thermo Sequence Cy5.5 dye terminator cycle sequencing (Amersham-Pharmacy-Biotech, USA).
RESULTS

Identification of biological samples.
One hundred sixty samples of serum were inoculated onto C6/36 cells, submitted to viral RNA extraction and RT-PCR; 43.75% were confirmed positive, see Table 2 , generating fragments of 958 bp, Figure 1 . negative control, supernatant of cells C6/36 not infected.
Molecular characterization of DENV by hemi-nested PCR.
The amplicons of 78 positive samples were submitted to hemi-nested PCR, resulting in the characterization of DENV-3; the results of samples by municipality are shown in Table 3 . Seventy eight samples generated fragments of 659bp characterizing DENV-3 (Figure 2 ). *********************************************************** *********************** ************************************ Brazil (Osatomi et al. 1990 , Peyrefitte et al. 2003 ).
In accordance with data obtained in this study the results were reproduced using the (Osanai 1986 ). The use of these techniques contributes to the monitoring of circulating dengue virus serotypes, and to adapting preventative measures in the dissemination of these new serotypes in the state of Rondonia, as well as the development of future control strategies.
